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ARTICLE
Visualization of secretory cargo transport within the
Golgi apparatus
Kazuo Kurokawa1, Hiroko Osakada2, Tomoko Kojidani2,3, Miho Waga1, Yasuyuki Suda1,4, Haruhiko Asakawa5, Tokuko Haraguchi2,5, and
Akihiko Nakano1
To describe trafﬁcking of secretory cargo within the Golgi apparatus, the cisternal maturation model predicts that Golgi
cisternae change their properties from cis to trans while cargo remains in the cisternae. Cisternal change has been
demonstrated in living yeast Saccharomyces cerevisiae; however, the behavior of cargo has yet to be examined directly. In this
study, we conducted simultaneous three-color and four-dimensional visualization of secretory transmembrane cargo together
with early and late Golgi resident proteins. We show that cargo stays in a Golgi cisterna during maturation from cis-Golgi to
trans-Golgi and further to the trans-Golgi network (TGN), which involves dynamic mixing and segregation of two zones of
the earlier and later Golgi resident proteins. The location of cargo changes from the early to the late zone within the cisterna
during the progression of maturation. In addition, cargo shows an interesting behavior during the maturation to the TGN. After
most cargo has reached the TGN zone, a small amount of cargo frequently reappears in the earlier zone.
Introduction
In the secretory pathway, secretory cargo proteins newly syn-
thesized in the ER are delivered to the Golgi apparatus, where
they are processed and glycosylated before being sorted to their
ﬁnal destinations (Mellman and Warren, 2000; Emr et al.,
2009). The Golgi apparatus is the central station of membrane
trafﬁc and is usually in the form of ordered stacks of several
cisternae. Secretory cargo travels across the stack from the cis
side to the trans side of cisternae and then to the trans-Golgi
network (TGN; Grifﬁths and Simons, 1986). The mechanism of
cargo trafﬁcking within the Golgi apparatus has been a hot issue
in the ﬁeld of membrane trafﬁcking (Emr et al., 2009; Glick and
Nakano, 2009; Nakano and Luini, 2010; Glick and Luini, 2011).
Three major models of anterograde cargo trafﬁcking have been
proposed: (a) trafﬁc via cisternal maturation, (b) trafﬁc by an-
terograde vesicular carriers, and (c) trafﬁc via interconnected
continuity of cisternae (Pfeffer, 2010; Glick and Luini, 2011).
Which of these mechanisms best explains the intra-Golgi cargo
trafﬁcking still remains controversial. For example, recent two
studies using inducible unnatural protein aggregation have led
to opposite conclusions (Lavieu et al., 2013; Rizzo et al., 2013).
Among these models, the cisternal maturation model has been
favored to explain the live imaging observation in yeast that Golgi
cisternae change their properties over time (Losev et al., 2006;
Matsuura-Tokita et al., 2006; Rivera-Molina and Novick, 2009)
and the movement of large cargo through the stacks without
leaving cisternae in mammals (Bonfanti et al., 1998; Lanoix
et al., 2001; Martinez-Mena´rguez et al., 2001; Mironov et al.,
2001). The original cisternal maturation model assumed that
Golgi cisternae newly form, progressively mature, and ﬁnally
dissipate. Secretory cargo is predicted to remain in the ma-
turing Golgi cisterna. What was lacking in the proof of this
mechanism is the demonstration of cargo delivery in living
cells. Because the Golgi cisternae of the budding yeast Saccha-
romyces cerevisiae are not stacked but are scattered in the cy-
toplasm, their change from cis to trans nature was relatively
easy to observe, but the behavior of cargo during this process
remained elusive. Nowwe have succeeded in simultaneous three-
color and 4D observation to visualize a transmembrane secretory
cargo together with the early and late Golgi resident proteins
by the high-speed and high-resolution microscopic technology
we developed, super-resolution confocal live imaging micros-
copy (SCLIM; Kurokawa et al., 2013). We show, in S. cerevisiae,
that transmembrane secretory cargo stays within the Golgi
cisterna that contain both the early and late zones, but in a
dynamic way. We often observe apparent backward relocation
behavior of cargo from the TGN to an earlier zone.
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Results
Three-color 4D observation visualizes sequential
unidirectional maturation from cis-Golgi to trans-Golgi and
then to the TGN
For the analysis of behaviors of Golgi cisternae in yeast, a variety
of pairs of Golgi markers residing in early and late Golgi cis-
ternae have been used as fusions with ﬂuorescent proteins
(Losev et al., 2006; Matsuura-Tokita et al., 2006; Rivera-Molina
and Novick, 2009; Suda et al., 2013). To quantitate the rate
of “maturation,” the transition times between the intensity
peaks for each pair of Golgi markers on a single cisterna
(peak-to-peak time; Daboussi et al., 2012) and the colocal-
ization rates between the Golgi markers have been analyzed
(Ishii et al., 2016).
In our previous studies, we used Sys1, a receptor for Arl3, and
Sec7, a guanine-nucleotide exchange factor for Arf GTPases, as
markers for trans-Golgi cisternae and the TGN (Achstetter et al.,
1988; Behnia et al., 2004; Ishii et al., 2016). However, we realized
that the localization patterns of these two proteins were quite
different. The percentage colocalization of Mnn9-mCherry with
Sys1-GFP was much higher than that with Sec7-GFP (Ishii et al.,
2016). We also found that Sec7 colocalized very well with
clathrin and clathrin adaptor proteins (AP-1 and Gga) but rarely
overlapped with COPI (coat protein complex I) coat proteins,
whereas Sys1 showed good colocalizationwith COPI but not with
clathrin (unpublished data). These ﬁndings prompted us to re-
deﬁne Sec7 as a marker for the TGN, not for the trans cisternae,
and Sys1 as a more appropriate marker for trans-Golgi. In the
present study, we constructed a yeast strain constitutively ex-
pressing three Golgi markers: Mnn9-mCherry residing in cis-
Golgi, Sys1-2xGFP for trans-Golgi, and Sec7-iRFP for the TGN
(Jungmann and Munro, 1998; Behnia et al., 2004; Shu et al.,
2006; Filonov et al., 2011). Simultaneous three-color observa-
tion of this strain by SCLIM exhibited dispersed localizations of
Mnn9-mCherry–, Sys1-2xGFP–, and Sec7-iRFP–positive cister-
nae in the cytoplasm (Fig. 1 A), reﬂecting preferential distribu-
tion of Golgi markers to particular cisternae. We found some
cisternae colabeled with Mnn9-mCherry and Sys1-2xGFP (Fig. 1
B, arrowheads in left panels) and others with Sys1-2xGFP and
Sec7-iRFP (Fig. 1 B, arrowheads in right panels), whereas Mnn9-
mCherry and Sec7-iRFP dual-positive cisternae were rarely ob-
served (Fig. 1 B, central panels) as we reported previously (Ishii
et al., 2016). The three-color 4D SCLIM observation of this strain
(Fig. 1, C and D; and Fig. 2, A and B) demonstrated that a cis-Golgi
cisterna labeled with Mnn9-mCherry (red) changed its color to
Sys1-2xGFP positive (green), and then, after most of Mnn9-
mCherry departed this cisterna, changed into the TGN labeled
with Sec7-iRFP (blue; see also Video 1). We have previously
shown the kinetics of cisternal maturation from cis to medial
and then to trans in more detail (Ishii et al., 2016). The medial
marker is always in between cis and trans markers and is thus
not dealt with in this paper. Note that different Golgi markers
show segregation within single mixing cisternae (Fig. 1, B [en-
larged images] and C) as recognized before (Matsuura-Tokita
et al., 2006; Ishii et al., 2016). To understand the kinetics of
cisternal maturation of the Golgi, we analyzed the ﬂuorescence
intensities of these threemarkers in seven independent cisternae
by setting the frame where Mnn9-mCherry signal disappeared
as time 0 (Fig. 2 C). Sec7-iRFP signals emerged always after 0 s,
indicating that cisternae change its nature to the TGN after
Mnn9 has departed. All the Sys1-2xGFP signals had overlapping
time periods, earlier with Mnn9-mCherry and later with Sec7-
iRFP signals.
Golgi markers localized to different zones are present within
the continuous membrane structure
Segregation of different Golgi markers within a mixing Golgi
cisterna suggests that different zones remain during cisternal
maturation. To validate whether the zones labeled with different
Golgi markers are present in the continuous membrane struc-
ture of the Golgi, we next conducted live-cell imaging followed
by correlative light and electron microscopy (live CLEM;
Asakawa et al., 2010, 2014). First, using dual-color 4D SCLIM, we
observed the yeast cells that express Mnn9-mCherry and Sys1-
2xGFP or mRFP-Sed5, a soluble N-ethylmaleimide-sensitive
factor attachment protein receptor (SNARE) molecule residing
mainly in the cis-Golgi, and Sec7-GFP (Fig. 3, A and D; Wooding
and Pelham, 1998; Campbell et al., 2002). Cisternal maturation
from cis-Golgi to the TGN was monitored by using the pair of
markers Sed5 and Sec7 because Sed5 stays longer on the ma-
turing cisterna than Mnn9 and covers later stages as well
(Matsuura-Tokita et al., 2006; Ishii et al., 2016). During ﬂuo-
rescence observation, glutaraldehyde was added at the indicated
times to ﬁx the cells (Fig. 3, A and D). After ﬁxation, bright-ﬁeld
and vacuolar intrinsic ﬂuorescence images were taken as ref-
erences for correlation with transmission electron microscopy
(TEM) images (Fig. S1), and then the cells were postﬁxed with
KMnO4 and embedded in resin. Thin sections of the resin block
were cut, and the cells observed by 4D SCLIM were analyzed by
TEM. The section images of SCLIM ﬂuorescence were super-
imposed with the TEM images of the corresponding section.
Individual membrane structures of Golgi cisternae were iden-
tiﬁable in TEM images by correlation with ﬂuorescence images
of Golgi markers (Fig. 3, B and E). A 3D tomographic recon-
struction image of TEM corroborated that a maturing Golgi
cisterna, in which Mnn9-mCherry (cis-Golgi marker) and Sys1-
2xGFP (trans-Golgi marker) appeared to locate in a segregated
way, had an apparently continuous membrane structure (Fig. 3,
A [dotted circle at 66.1 s] and C; and Video 2, yellowish struc-
ture). Other cis-Golgi cisternae were also conﬁrmed to be almost
continuous membrane structures (Fig. 3, B [black arrowhead]
and C; and Video 2, red structure). Fig. 3 D demonstrates that a
cisterna in transition into the TGN (dotted circle at 43.6 s),
containing a small zone labeled with cis-Golgi marker (mRFP-
Sed5) while the rest comprising a large zone labeled with TGN
marker (Sec7-GFP), is in a continuous fenestrated membrane
structure (Fig. 3 F and Video 3, yellowish structure). Thus, the
reconstructed 3D images of Golgi cisternae by SCLIM are very
well correlated with the membrane structures demonstrated
by tomographic reconstruction of TEM images (Fig. 3, C and F;
and Videos 2 and 3). These results indicate that segregated
zones marked with different ﬂuorescent proteins in the Golgi
are indeed in the continuous membrane structure of a Golgi
cisterna.
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Figure 1. Three-color 4D observation of Golgi cisternal maturation in living yeast cells.WT cells expressing Mnn9-mCherry (cis-Golgi, red), Sys1-2xGFP
(trans-Golgi, green), and Sec7-iRFP (TGN, blue) were observed by SCLIM. (A) Representative 3D images of merged (cis, trans, and TGN markers, upper) and
each marker (lower) are shown. Scale bar, 1 µm. (B) 3D merged images of cis and trans, cis and TGN, and trans and TGN markers are shown (upper). Scale bar,
1 µm. Lower panels show enlarged images of selected cisternae (boxed areas in upper panels). Scale bar, 250 nm. (C) A representative 3D image of cisternae is
shown on the left. Scale bar, 1 µm. Right panels show 4D (3D time-lapse) images of a selected cisterna (boxed area in the left panel). 3D images were re-
constructed from 31 optical slices 100 nm apart around the center of the cell taken at 6.25-s intervals. Merged (cis, trans, and TGN markers) and each marker’s
images are shown. Scale bar, 500 nm. (D) Relative ﬂuorescence intensity changes of cis, trans, and TGN markers in the selected cisterna in C are shown.
Statistical data are shown in Fig. 2 C.
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Figure 2. Dynamics of three Golgi markers Mnn9-mCherry (cis-Golgi), Sys1-2xGFP (trans-Golgi), and Sec7-iRFP (TGN). WT cells expressing Mnn9-
mCherry (cis-Golgi, red), Sys1-2xGFP (trans-Golgi, green), and Sec7-iRFP (TGN, blue) were observed by SCLIM. (A and B) Representative 3D images of cisternae
are shown on the top. Scale bar, 1 µm. Middle panels show 4D (3D time-lapse) images of selected cisternae (boxed area in the top panels). 3D images were
reconstructed from 31 optical slices 200 nm apart around the center of the cell taken at 4.7-s intervals. The frames where Mnn9-mCherry disappeared were set
as time 0. Merged (cis, trans, and TGNmarkers) and each marker’s images are shown. The cis-Golgi signals seen at ∼75.2 s in B were due to the ﬂuorescence of
another cis-Golgi cisterna behind the selected cisterna as shown by the 3D-rotated image (rightmost). Scale bar, 500 nm. Lower panels show relative ﬂuo-
rescence intensity changes of cis, trans, and TGN markers in the selected cisternae in middle panels. (C) Compiled relative ﬂuorescence intensities of three
markers (top), Mnn9-mCherry (second), Sys1-2xGFP (third), and Sec7-iRFP (bottom) over time from seven independent cisternae are shown. The frames where
Mnn9-mCherry signals disappeared were set as time 0.
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Figure 3. Live CLEM analysis of maturing Golgi cisternae harboring different markers. (A) 3D images of WT cells expressing Mnn9-mCherry (cis-Golgi,
red) and Sys1-2xGFP (trans-Golgi, green) were reconstructed from 61 optical slices 100 nm apart taken at 9.85-s intervals. A white dotted circle indicates a
cisterna maturing from cis to trans, in which cis- and trans-Golgi markers appeared to localize in a spatially segregated fashion. Glutaraldehyde was added at
30.0 s, and the image of the ﬁxed cell was obtained at 66.1 s. Scale bar, 1 µm. (B) CLEM images of the cell indicated in A. Left panel shows a section image of
ﬂuorescence signals superimposed with the TEM image of the corresponding section. Black arrowheads indicate cis-Golgi cisternae. Black dotted circles show
the same cisterna as indicated by the white dotted circle in A. Scale bar, 500 nm. Right panels show serial sections of CLEM (upper) and TEM (lower) images of
selected cisternae (boxed area in the left panel). Scale bar, 200 nm. (C) Enlarged 3D reconstructed images of the maturing cisterna and a cis-Golgi cisterna by
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Secretory cargo is transported from cis- to trans-Golgi while
being maintained within a maturing cisterna
We next conducted simultaneous visualization of secretory
cargo delivery during the Golgi cisternal maturation. We have
developed a ﬂuorescent microscopic pulse-chase assay system to
visualize a newly synthesized cargo tagged with a ﬂuorescent
protein in living yeast cells (Kurokawa et al., 2014). As a cargo
we chose Axl2, a transmembrane protein targeted to the plasma
membrane at the bud tip and the bud neck (Roemer et al., 1996).
uso1-1 temperature-sensitive mutant cells, which lack the Uso1
tethering function and block ER-to-Golgi cargo transport at the
restrictive temperature (37°C; Nakajima et al., 1991; Lord et al.,
2013), were transformed to express heat-shock–inducible Axl2-
GFP (transmembrane cargo) and constitutive Mnn9-mCherry
(cis-Golgi marker) and Sys1-iRFP (trans-Golgi marker). After
preincubation at 37°C to synthesize and accumulate the cargo in
the ER and then temperature shift down to 24°C, Axl2-GFP
signals changed its location from the peripheral and tubular
ER, to the Golgi cisternae, and ﬁnally to the bud (Fig. 4 A, left).
Golgi cisternae with Axl2-GFPwere colabeledwith eitherMnn9-
mCherry or Sys1-iRFP depending on the stage of cargo transport
(Fig. 4 A, cisternae in right panels). As shown in Fig. 4 B and Fig.
S2, 3D time-lapse images of selected cisternae demonstrate that
Mnn9-mCherry–positive cis-cisternae with Axl2-GFP matured
into trans-Golgi cisternae labeled with Sys1-iRFP, while main-
taining cargo (Videos 4 and 5). Mnn9-mCherry–positive cis-
Golgi cisterna showed the hug-and-kiss action as observed
previously (Kurokawa et al., 2014); cis-Golgi approached and
contacted the ER at the ER exit sites, captured transmembrane
cargo Axl2-GFP, and then left the ER together with cargo (Video
5). Once cis-Golgi cisternae acquired the cargo, they eventually
matured into trans-Golgi cisternae. These results support that
“cisternal maturation” of the Golgi is responsible for cargo trans-
port in the Golgi apparatus. Fig. 4 C shows the result of statistic
analysis on the ﬂuorescence intensities of Mnn9-mCherry, Sys-
iRFP, and Axl2-GFP over time from nine independent matura-
tion events, clearly indicating maturation of cisternae from cis to
trans while maintaining cargo. Note that the amount of trans-
membrane cargo appeared to increase slightly after the disap-
pearance of Mnn9-mCherry.
We next focused our interest on the intermediate state of the
transition of cisternae from cis to trans. As demonstrated in
Fig. 5 A, the trans marker Sys1-iRFP began to emerge as a small
zone (−9.6 s) in the cis-Golgi cisterna labeled with Mnn9-
mCherry, increased its volume without large mixing with the
cis zone (−4.8 s), and ﬁnally concurred the entire region of the
cisterna (0 s; see also Fig. 4 B). Notably, during the transitional
period of cisternal change from cis to trans, the transmembrane
cargo showed a nonuniform distribution in the cisterna (Fig. 5
A). As the trans-Golgi marker expanded the region, the cargo
changed its location from the cis-Golgi zone to the trans-Golgi
zone in the cisterna (Fig. 5 A, from −14.4 to −4.8 s). At −4.8 s, the
two Golgi markers were segregated in the cisterna and the cargo
appeared to have moved almost completely from the cis-Golgi
zone to the newly formed trans-Golgi zone (Fig. 5 B, arrow-
heads). Movement of cargo and Golgi markers is a relative issue,
and what looks like cargo movement could be due to leaving and
arriving of Golgi markers on different sides. During the transi-
tional period while Golgi cisternae matured from cis to trans
(Fig. S2), the segregation of two Golgi markers was observed in
eight of 11 maturing cisternae. The movement of cargo from the
cis-Golgi zone to the trans-Golgi zone was also observed within
all the maturing cisternae that showed the segregation of the
two Golgi markers (8 of 11 cisternae; Fig. S3). These results in-
dicate that during the cisternal maturation the cargo traverses
different zones of Golgi residents.
Secretory cargo is maintained within a cisterna but delivered
in a dynamic way from cis-Golgi to the TGN
To further verify that the cargo transport is achieved by relo-
cation through the zones formed in a cisterna, we next observed
cargo behaviors over a longer period from cis-Golgi to the TGN.
mRFP-Sed5 and Sec7-iRFP were observed, which show over-
lapping residence on a maturing cisterna during this period. We
conducted three-color 4D SCLIM observation of the uso1-1 cells
expressing heat-shock–inducible Axl2-GFP (cargo) and mRFP-
Sed5 (cis-Golgi marker) and Sec7-iRFP (TGN marker). Upon
the temperature shift down to the permissive temperature, the
cargo Axl2-GFP signal was observed in the Golgi cisternae la-
beled with cis-Golgi and TGN markers (Fig. 6 A). 3D time-lapse
images of one cisterna harboring Axl2-GFP (Fig. 6, A [square #1]
and B; and Fig. S4) demonstrated that the cis-Golgi cisterna la-
beled with mRFP-Sed5 matured to the TGN labeled with Sec7-
iRFP while maintaining cargo (see also Video 6). Fig. 6 C shows
the result of statistic analysis on the ﬂuorescence intensities of
mRFP-Sed5, Sec7-iRFP, and Axl2-GFP over time from 17 inde-
pendent maturation events. The amount of transmembrane
cargo showed transient increase before the complete disap-
pearance of mRFP-Sed5 (time 0) and then decreased during
colocalization with the Sec7-iRFP signal (Fig. 6 C). This result
SCLIM (upper) and TEM (lower). The yellow structure in TEM 3D indicates the maturing Golgi cisterna, and the red indicates a neighboring cis-Golgi cisterna.
Continuous membrane structure was observed in all of three independent maturing cisternae. Scale bar, 200 nm. Full 3D reconstruction of the SCLIM and TEM
images is animated in Video 2. (D) 3D images of WT cells expressing mRFP-Sed5 (cis-Golgi, red) and Sec7-GFP (TGN, green) were reconstructed from 81 optical
slices 80 nm apart of cell taken at 10.8-s intervals. White dotted circles indicate a maturing cisterna from cis to TGN, whose markers appeared to localize in a
segregated fashion. Glutaraldehyde was added after 21.6 s, and the cell was judged to be ﬁxed between 32.6 and 43.6 s. Scale bar, 1 µm. (E) CLEM images of the
cell indicated in D. Left panel shows the section image of ﬂuorescence signals superimposed with the TEM image of the corresponding section. Black and white
arrowheads indicate cis-Golgi and TGN cisternae, respectively. Black dotted circles show the same cisterna indicated by the white dotted circle in D. Scale bar,
500 nm. Right panels show serial sections of CLEM (upper) and TEM (lower) images of the selected cisterna (boxed area in the left panel). Scale bar, 200 nm.
(F) 3D reconstructed images of the maturing cisterna by SCLIM (upper) and TEM (upper second). Lower two images indicate the same 3D reconstructed images
shown at another angle. Scale bar, 200 nm. Full 3D reconstruction of SCLIM and TEM images is animated in Video 3.
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Figure 4. Secretory cargo Axl2-GFP is transported from cis- to trans-Golgi while being maintained within a maturing cisterna. uso1-1 cells expressing
heat-shock–inducible Axl2-GFP (cargo, green) and constitutive Mnn9-mCherry (cis-Golgi, red) and Sys1-iRFP (trans-Golgi, blue) were incubated at 37°C for
30 min and then shifted down to 24°C and observed by SCLIM. (A) A representative 3D image of cargo and Golgi markers is shown on the left. Axl2-GFP (cargo,
green) was detected in the ER and the Golgi cisternae in the right cell and on the plasma membrane in the left cell. Scale bar, 1 µm. Right panels show enlarged
3D images of the selected cisternae with cargo in the boxed areas of the left panel. Merged and individual images of Axl2-GFP (cargo, green), Mnn9-mCherry
(cis, red), and Sys1-iRFP (trans, blue) are shown. Scale bar, 250 nm. (B) A representative 4D (3D time-lapse) observation of a maturing cisterna. 3D images were
reconstructed from 16 optical slices 200 nm apart around the center of the cell taken at 4.8-s intervals. The frame where Mnn9-mCherry signals disappeared
was set as time 0. Merged (cargo, cis, and trans) and individual images are shown. Cargo was maintained within the Golgi cisterna, which matured from cis- to
trans-Golgi. Scale bar, 250 nm. Relative ﬂuorescence intensities of cargo, cis-Golgi, and trans-Golgi markers of the selected cisterna are shown on the right.
(C)Quantiﬁcation of Golgi markers and cargo during the cisternal maturation from cis- to trans-Golgi. Fluorescence intensities of cargo, cis-Golgi, and trans-Golgi
markers of selected cisternae from nine independent maturation events were quantiﬁed with Z-stacks collected every 5.6 s. The frames where Mnn9-mCherry
signals disappeared were set as time 0. For each of the nine maturing cisternae, the maximum ﬂuorescence intensities of Mnn9-mCherry or Sys1-iRFP
over time were set to 1 (left). For the trace of cargo, Axl2-GFP ﬂuorescence intensity at time 0 in each of the nine experiments was normalized to
1 (right). Mean values of all the experiments per each time point were subjected to statistical analysis. Because of setting time 0 as the frames where
Mnn9-mCherry signals disappeared, the number of maturing cisternae at each time point were ﬁve cisternae from −50.4 s to −44.8 s, seven cisternae at
−39.2 s, eight cisternae from 33.6 s to 22.4 s, nine cisternae from −22.4 s to 0 s, eight cisternae at 5.6 s, seven cisternae at 11.2 s, and six cisternae from
16.8 s to 22.4 s. Bars represent standard errors of means.
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together with that of Fig. 4 C raises a possibility that the cargo
might be transported from elsewhere during the transition pe-
riod from trans-Golgi to TGN.
We noticed again that earlier and later Golgi markers dis-
played segregation in the maturing cisterna. The cargo Axl2-GFP
did not show uniform distribution in the cisterna but exhibited
biased localization (Figs. 6 B and 7). Sec7-iRFP ﬁrst emerged in a
small zone on the cis-Golgi cisterna labeled with mRFP-Sed5 and
then expanded its area (Figs. 6 B and 7 A, −85.5 to −76.0 s).
During the transition phase of the cisterna changing its nature
from cis-Golgi to the TGN, clear segregation was observed in the
zones of two different Golgi markers (Figs. 6 B and 7 A, −76.0 to
−47.5 s). The cargo began to enter a small zone labeled with the
TGN marker (Fig. 7, A and B, −85.5 to −76.0 s, left arrowhead at
76.0 s in B) and eventually relocated to the expanding TGN zone
(Fig. 7, A and B, −76.0 to −57.0 s, arrowhead at −57.0 s in B). The
segregation of early and late Golgi markers and the movement of
transmembrane cargo between their zones were observed in 14
of 19 maturing cisternae (Fig. S5). Interestingly, some portion of
cargo showed a peculiar behavior, which looked like backward
relocation. After almost the complete shift to the TGN zone, a
small peak of cargo reappeared in the cis-Golgi–labeled zone
(Fig. 7 B, −57.0 to −47.5 s, arrow at −47.5 s; and Fig. S5, arrows).
These behaviors were observed in eight of the 14 cisternae that
showed clear segregation of early and late markers. Cargo
reaching the TGN zone ﬁnally occupied there (Fig. 7 B, −38.0 s,
arrowhead; and Fig. S5, right panels and graphs).
To validate the generality of such dynamic cargo behaviors,
we next looked at another transmembrane cargo Mid2-GFP to
see how it behaves during cisternal maturation from cis-Golgi to
the TGN.Mid2 is a sensor for cell wall integrity signaling, and its
ﬁnal destination is the plasma membrane (Ono et al., 1994). We
conducted three-color 4D SCLIM observation of the uso1-1 cells
expressing heat-shock–inducible Mid2-GFP (cargo) and mRFP-
Sed5 (cis-Golgi marker) and Sec7-iRFP (TGN marker). Upon the
temperature shift down to the permissive temperature, the
cargo Mid2-GFP signals were observed in the Golgi cisternae
labeled with early and late markers (Fig. 8 A). 3D time-lapse
images of a cisterna harboring Mid2-GFP exhibited maturation
from the cis-Golgi cisterna to the TGN while maintaining cargo
(Fig. 8 B). The result of quantiﬁcation and statistic analysis of
these three ﬂuorescence images is shown in Fig. 8 C. Earlier and
later Golgi markers displayed segregation in the maturing cis-
terna, and the transmembrane cargo moved from the early Golgi
zone to the later zone (Fig. 8, B and D, −46.0 to −27.6 s, see ar-
rowheads in D). The segregation of different Golgi markers and
the movement of cargo between the zones were observed in ﬁve
of seven cisternae. The reappearance of cargo in the earlier zone
was also observed (Fig. 8 D, −9.2 s, arrow) in four of the ﬁve
cisternae with clear segregation of early and late markers. These
Figure 5. Cargo moves from cis- to trans-Golgi zones within a cisterna during maturation. (A) Top panels show enlarged images of Axl2-GFP (cargo,
green), Mnn9-mCherry (cis-Golgi, red), and Sys1-iRFP (trans-Golgi, blue) during the transitional period of cisternal maturation (−14.4 to 0 s) shown in Fig. 4 B.
The second to fourth rows in the left show cargo localization within the maturing cisterna, which harbors distinct zones labeled with cis- and trans-Golgi
markers. Right panels show the segregation of cis- and trans-zones in the maturing cisterna. Scale bar, 250 nm. (B) Graphs show relative ﬂuorescence in-
tensities of Axl2-GFP (cargo, green), Mnn9-mCherry (cis, red), and Sys1-iRFP (trans, blue) along the white lines in the maturing cisterna at −9.6 s (left) and
−4.8 s (right). Arrowheads indicate the peak positions of Axl2-GFP ﬂuorescence intensities. Scale bar, 250 nm.
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Figure 6. Cargo is transported from cis-Golgi to the TGNwhile maintained in amaturing cisterna. uso1-1 cells expressing heat-shock–inducible Axl2-GFP
(cargo, green) and constitutive mRFP-Sed5 (cis-Golgi, red) and Sec7-iRFP (TGN, blue) were incubated at 37°C for 15 min and then shifted down to 24°C and
observed by SCLIM. (A) A representative 3D image is shown on the left. Axl2-GFP was detected on the Golgi cisternae and the plasma membrane. Scale bar,
1 µm. Right panels show enlarged 3D images of the selected cisternae shown in boxes in A. Merged and individual images of Axl2-GFP (cargo, green), mRFP-Sed5
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results indicate again that transmembrane cargo stays in the
cisterna during maturation from cis-Golgi to the TGN, while a
small portion of cargo sometimes shows apparent and transient
backward relocation in the earlier zone.
COPI function is required for completion of maturation and
delivery of cargo to further destinations
We have previously shown that the function of COPI is essential
for Golgi cisternal maturation and dynamics (Ishii et al., 2016).
To obtain a hint to understand the mechanism of cargo reloca-
tion within the maturing Golgi cisterna, we examined cargo
behavior in the COPI α-subunit temperature-sensitive mutant
ret1-1, which is defective in COPI vesicle formation at the re-
strictive temperature. We conducted three-color 4D SCLIM ob-
servation of the ret1-1 cells expressing heat-shock–inducible
Axl2-GFP (cargo) and mRFP-Sed5 (cis-Golgi marker) and Sec7-
iRFP (TGNmarker) at the restrictive temperature.We could ﬁnd
cells in which the cargo Axl2-GFP signal was present in the Golgi
(cis, red), and Sec7-iRFP (TGN, blue) are shown. Scale bar, 250 nm. (B) 4D observation of cisterna #1 of A. 3D images were reconstructed from 31 optical slices
200 nm apart taken at 9.5-s intervals. Merged (cargo, cis, and TGN) and individual images are shown. Scale bar, 250 nm. Relative ﬂuorescence intensities of
cargo, cis-Golgi, and TGN markers in the cisterna are shown in the lower graph. (C) Quantiﬁcation of Golgi/TGN markers and cargo Axl2 during the cisternal
maturation from cis-Golgi to the TGN. Fluorescence intensities of cargo, cis-Golgi, and TGNmarkers of selected cisternae from 17 independentmaturation events
were quantiﬁed with Z-stacks collected every 9.2 s. The frames where mRFP-Sed5 signals disappeared were set as time 0. For each of the 17 maturing cisternae,
the maximum ﬂuorescence intensities of mRFP-Sed5 or Sec7-iRFP over time was set to 1 (left). For the trace of cargo, Axl2-GFP ﬂuorescence intensity at time 0
in each of the 17 experiments was normalized to 1 (right). Mean values of all the experiments per each time point were subjected to statistical analysis. Because
of setting time 0 as the frames where mRFP-Sed5 signals disappeared, the number of maturing cisternae at each time point were 6 cisternae from −128.8 to
−119.6 s, 8 cisternae at −110.4 s, 11 cisternae at 101.2 s, 12 cisternae at −92.0 s, 13 cisternae at −82.8 s, 15 cisternae from −73.6 to −55.2 s, 16 cisternae from
−46.0 to −36.8 s, 17 cisternae from −27.6 to 0 s, 16 cisternae at 9.2 s, 15 cisternae at 18.4 s, 13 cisternae at 27.6 s, 12 cisternae at 36.8 s, and 11 cisternae at 46.0 s.
Error bars represent standard errors of means.
Figure 7. Cargo sometimes shows a peculiar behavior between the zones within a maturing cisterna. (A) Top panels show enlarged images of cargo
(green), cis-Golgi (red), and TGN (blue) markers during the transitional period of cisternal maturation (−85.5 to −38.0 s) in Fig. 6 B. The second to fourth rows in
the left show cargo localization within the maturing cisterna. Note the presence of distinct zones labeled with cis-Golgi and TGN markers. Right panels show
the transition from cis to TGN zones during maturation, which manifests clear segregation. Scale bar, 250 nm. (B) Graphs show relative ﬂuorescence proﬁles of
cargo (green), cis-Golgi (red), and TGN (blue) markers along the white lines in the maturing cisterna shown above. Note that cargo almost reached the TGN
zone at −57.0 s (see arrowheads), but a small peak reappeared in the cis-Golgi zone at −47.5 s (arrow at −47.5 s). Cargo ﬁnally accumulated in the TGN zone
(arrowhead at −36.0 s). Arrowheads indicate the peak positions of Axl2-GFP ﬂuorescence intensities. Scale bar, 250 nm.
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Figure 8. Another transmembrane cargoMid2-GFP is also transported from cis-Golgi to the TGNwhile maintained in a maturing cisterna. uso1-1 cells
expressing heat-shock–inducible Mid2-GFP (cargo, green) and constitutive mRFP-Sed5 (cis-Golgi, red) and Sec7-iRFP (TGN, blue) were incubated at 37°C for
15 min and then shifted down to 24°C and observed by SCLIM. (A) A representative 3D image is shown on the left. Mid2-GFP was detected on the Golgi
cisternae and the plasma membrane. Scale bar, 1 µm. Right panels show enlarged 3D images of the selected cisternae shown in boxes in A. Merged and
individual images of Mid2-GFP (cargo, green), mRFP-Sed5 (cis, red), and Sec7-iRFP (TGN, blue) are shown. Scale bar, 250 nm. (B) Representative 4D ob-
servation. 3D images were reconstructed from 26 optical slices 200 nm apart taken at 9.2-s intervals. Merged (cargo, cis, and TGN) and individual images are
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cisterna labeled with both mRFP-Sed5 and Sec7-iRFP (Fig. 9 A).
3D time-lapse images of these Axl2-GFP-harboring cisternae
showed that cargo was maintained in the cisterna in which
mRFP-Sed5 and Sec7-iRFP stayed persistently segregated (Fig. 9
A). Fig. 9 B shows the result of statistical analysis on the ﬂuo-
rescence intensities of mRFP-Sed5, Sec7-iRFP, and Axl2-GFP
over time from ﬁve independent cisternae, clearly indicating
the defect of cisternal maturation in ret1-1 cells at the restrictive
temperature. Most cargo stayed overlapping with the cis-Golgi
marker (Fig. 9 C, arrowheads), while a small portion of cargo
was found in the TGN zone occasionally and transiently (Fig. 9 C,
arrows). In all seven independent cisternae observed, cargo was
never able to leave the cis-Golgi zone completely. These results
indicate that efﬁcient delivery of cargo from the cis-Golgi to
subsequent destinations requires COPI.
Discussion
Live imaging of yeast Golgi provided strong evidence to support
the cisternal maturation model (Glick and Nakano, 2009). Cis-
ternae labeled with different ﬂuorescent proteins changed colors
over time in the cis-to-trans direction (Losev et al., 2006;
Matsuura-Tokita et al., 2006). However, an important piece of
evidence was lacking at that time, namely, visualization of se-
cretory cargo, which was supposed to stay in the maturing cis-
ternae. Tracking of cargo is not easy, because it goes through the
secretory pathway in a constitutive ﬂow at a considerable speed.
To observe cargo movement from one compartment to another,
pulse-chase experiments are required, in which visible cargo is
made in a short period of time and then gets transported.
We established such a pulse-chase imaging system, taking
advantage of yeast genetics (Kurokawa et al., 2014). Trans-
membrane secretory cargo Axl2-GFP was put under control of
the HSP70 heat-shock promoter and expressed in temperature-
sensitive secretory mutant cells, such as uso1-1 and sec31-1. When
the cells are incubated at high temperature, cargo Axl2-GFP is
synthesized but remains in the ER due to the secretory block.
Upon shift down to low temperature, new synthesis of cargo is
shut down and the already-synthesized Axl2-GFP starts traf-
ﬁcking from the ER as the secretory block is released.
In the present study, we applied this pulse-chase imaging to
follow the behavior of cargo during cisternal maturation of the
Golgi. By three-color and 4D SCLIM observation, we could in-
deed demonstrate that cargo remains in the cisterna that is
changing its property from cis to trans and to TGN during
maturation (Figs. 4, 5, 6, 7, and 8). Interestingly, cargo does not
occupy the whole area of the maturing cisterna, but is rather in a
restricted zone. During the period that two distinct markers
such as cis and trans or cis and TGN are present in a single
cisterna in a segregated way, cargo changes its location from the
cis-zone to the trans-zone and to the TGN zone (Figs. 4, 5, 6, 7, 8,
S3, and S5). In our previous studies (Matsuura-Tokita et al.,
2006; Ishii et al., 2016), we realized that during maturation,
dynamic mixing and segregation of different Golgi resident
proteins occurred; in other words, distinct zones were present in
the maturing cisternae. The present study clearly shows that
cargo relocates from the early to late zones in such a dynamic
process of the maturing cisterna. We also show that this transfer
of cargo from the early to the late zone requires the COPI
function (Fig. 9). COPI is thought to sequester Golgi resident
proteins in a retrograde way, leaving cargo in the cisterna. Thus
disappearance of earlier residents and emergence of later resi-
dents, both in a COPI-dependent fashion, is probably one of the
major mechanisms of apparent transfer of cargo from the earlier
to the later zone within the maturing Golgi cisterna.
A caveat of ﬂuorescence imaging is that only the regions
where ﬂuorescent proteins are present can be visualized.
The SCLIM imaging has achieved a spatial resolution beyond the
diffraction limit, but even so a question remains whether the
zones present in what looks like a maturing cisterna are indeed
in a continuous membrane entity. To address this problem, we
conducted a live CLEM analysis combining 4D SCLIM with TEM
observation. After appropriate correlation of the data obtained
by light and electron microscopy, the 3D-reconstructed images
corresponded very well to each other, indicating that our ﬂuo-
rescence imaging is visualizing almost the whole structures of
the maturing cisternae (Fig. 3). The 3D images of the cisterna in
transition from cis to TGN reconstructed by SCLIM and TEM
(Fig. 3 F) both look fenestrated, like tubular network structures
as elaborated in previous EM studies (Rambourg et al., 2001;
Beznoussenko et al., 2016).
During the course of 4D SCLIM analysis of cargo delivery, we
found a very curious behavior of cargo. In the case of maturation
from cis-Golgi to the TGN, after cargo almost reached the TGN
zone, a small amount of cargo often reappeared in the cis zone
(Figs. 6, 7, 8, S4, and S5). This looks as if a part of cargo relocated
backward from the TGN to the cis-Golgi zone. If cargo is to be
kept still in a cisterna in a static fashion as proposed in the
shown. Scale bar, 250 nm. Relative ﬂuorescence intensities of cargo, cis-Golgi, and TGN markers in the cisterna are shown on the right. (C) Quantiﬁcation of
Golgi/TGN markers and cargo Mid2 during the cisternal maturation from cis-Golgi to the TGN. Fluorescence intensities of cargo, cis-Golgi, and TGN markers of
selected cisternae from seven independent maturation events were quantiﬁed with Z-stacks collected every 9.2 s. The frames where mRFP-Sed5 signals
disappeared were set as time 0. For each of the seven maturing cisternae, the maximum ﬂuorescence intensities of mRFP-Sed5 or Sec7-iRFP over time was set
to 1 (left). For the trace of cargo, Mid2-GFP ﬂuorescence intensity at time 0 in each of the seven experiments was normalized to 1 (right). Mean values of all the
experiments per each time point were subjected to statistical analysis. Because of setting time 0 as the frames where mRFP-Sed5 signals disappeared, the
number of maturing cisternae at each time point were ﬁve cisternae at −92.0 s, six cisternae at −82.8 to −46.0 s, seven cisternae from −36.8 to 0 s, ﬁve
cisternae from 9.2 to 27.6 s, and four cisternae from 36.8 to 46.0 s. Error bars represent standard errors of means. (D) Top panels showmerged images of cargo
(green), cis-Golgi (red), and TGN (blue) markers during the transitional period of cisternal maturation (−46.0 to 0 s) in B. Graphs show relative ﬂuorescence
proﬁles of cargo (green), cis-Golgi (red), and TGN (blue) markers along the white lines in the cisterna shown above. Cargo moved from the cis-Golgi zone to the
TGN zone completely (−46.0 to −27.6 s, see arrowheads). Note that a small peak of cargo reappeared in the cis-Golgi zone (arrow at −9.2 s) but disappeared
and merged again with TGN (0 s). An enlarged image of the red dotted region at −9.2 s is shown on the right. Arrowheads indicate the peak positions of Axl2-
GFP ﬂuorescence intensities.
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Figure 9. Cargo transfer from the early to the late zone is prevented in the cells deﬁcient in COPI function. ret1-1 cells expressing heat-shock–inducible
Axl2-GFP (cargo, green) and constitutive mRFP-Sed5 (cis-Golgi, red) and Sec7-iRFP (TGN, blue) were incubated at 37°C for 30 min and then observed on the
stage at 37°C by SCLIM. (A) A representative 3D image is shown on the left. Axl2-GFP was detected on the Golgi cisternae labeled with mRFP-Sed5 and Sec7-
iRFP. Scale bar, 1 µm. Right panels show the time-lapse 3D images of the selected cisternae shown in boxes in A. 3D images were reconstructed from 16 optical
slices 200 nm apart taken at 5.4-s intervals. Merged (cargo, cis, and TGN) and individual images are shown. Scale bar, 250 nm. (B) Quantiﬁcation of Golgi/TGN
markers and cargo Axl2 during the observation period. Fluorescence intensities of cargo, cis-Golgi, and TGN markers of ﬁve selected cisternae were quantiﬁed
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classic cisternal maturation model, this phenomenon needs an
explanation. One intriguing idea might be that a kind of quality
control system exists in the Golgi, and cargo that has not com-
pleted adequate modiﬁcations in the earlier zone is sent back
from the later to the earlier zone. We notice there is a variety in
the rate of cisternal maturation even in a single cell. Cargo de-
livery from earlier to later compartments in the Golgi may not be
a simple static process but involves dynamic, stochastic, and
perhaps fail-safe mechanisms. A mechanism might exist to
check the cargo status, whether it is ready to go to the next step
of transport. Alternatively, what looked like a backward relo-
cation could be due to another inﬂux of cargo into the earlier
zone during the maturation from the cis-Golgi to the TGN.
Interestingly, the amount of cargo in the maturing cisterna ap-
peared to show a slight increase in trans-Golgi during the cis-to-
trans maturation (Fig. 4 C) and a transient increase and decrease
during the maturation from cis-Golgi to the TGN (Fig. 6 C),
suggesting a possibility that cargo may be transported from
other compartments at the boundary between trans-Golgi and
the TGN. This may imply a special function of the TGN, perhaps
linking its roles for both the exocytic and endocytic pathways
(Day et al., 2018; unpublished data). Anyway, if such an addi-
tional entry of cargo into a maturing cisterna were the case,
what mechanism could bring it would be a new question.
As for the basic mechanisms of cargo delivery within the
Golgi, our ﬁndings support the cisternal maturation to be
the main backbone. However, we should also appreciate that the
behavior of cargo is very dynamic even in a maturing cisterna.
Passive residence in the mixing cisternae is probably not sufﬁ-
cient to explain dynamic behavior of cargo, mixing with and
segregating from Golgi resident proteins. In that sense, some
othermodels postulating compartmentalizationwithin cisternae
may be worth revisiting (Patterson et al., 2008; Pfeffer, 2010).
Our data are also compatible with the idea that the inter-
connected continuity of cisternae plays a role in trafﬁcking
(Trucco et al., 2004; Pfeffer, 2010; Beznoussenko et al., 2014).
Unstacked Golgi cisternae of yeast frequently show dynamic
features of contact and separation, which could be considered as
temporal continuity between cisternae. Interconnection be-
tween different Golgi cisternae has also been reported by to-
mographic observation of yeast (Beznoussenko et al., 2016).
Because the cargo molecules (Axl2 and Mid2) we are looking at
in the present study are transmembrane proteins, simple diffu-
sion is unlikely. How the directionality of cargo delivery is en-
sured in the complex structures of cisternae has to be addressed.
We have previously shown that COPI is essential for cisternal
maturation (Ishii et al., 2016). In the present article, we show
that COPI function is indeed required for efﬁcient delivery of
cargo from the cis-Golgi zone to further destinations. Sometimes
small punctate structures are seen in our 4D imaging, but
whether they are COPI coated remains to be examined. Sec7
mainly marks the TGN, because the Sec7 compartment coloc-
alizes well with clathrin and clathrin adaptor molecules but not
with COPI (unpublished data). Nevertheless, cisternal matura-
tion to the Sec7 TGN compartment is also severely impaired by
inactivation of COPI (Fig. 9; see also Ishii et al., 2016). The
mechanism of transition from the trans-cisterna of the Golgi to
the TGN needs further investigations.
The involvement of anterograde vesicular or tubular carriers
is not ruled out by the live imaging we performed in the present
study. A recent report from Rothman’s group implicated evi-
dence for anterograde carriers between the mammalian Golgi
cisternae separated by locking on mitochondria (Dunlop et al.,
2017). Live imaging at higher speed and at better spatial reso-
lution is earnestly awaited. SCLIM2, the next-generation SCLIM
we have recently developed, has achieved much improved spa-
tiotemporal resolution that enables 4D tracking of vesicles in the
cytoplasm (unpublished results). We are enthusiastic to tackle
the many remaining questions with this new technology soon.
Materials and methods
Yeast strains, plasmids, and culture conditions
Yeast strains expressing Mnn9-mCherry and Sys1-2xGFP were
constructed by a PCR-based method using pFA6a plasmids as a
template (Huh et al., 2003; Suzuki et al., 2013) and primers 59-
ATTTGGCTTACCAAACTATTTGGTTTATCACATAGAGGAAGA
GAACCATCGGATCCCCGGGTTAATTAA-39 and 59-ATTATCTTT
CAATAACGCTATAGCTTCTGTATGCTTTTTGCTCAGTTGCGA
ATTCGAGCTCGTTTAAAC-39 for Mnn9 and 59-CAGAATTGG
AGCAATCACCAATACAACTAAAAGACTTAGAAAGCCAAATA
GGATCGAGCGCATCGGGTGC-39 and 59-ATGACTATAATATTG
CCAAAATTGCCTCGAATATGTTGTTTCATCTCCTCATCGATGAA
TTCGAGCTCG-39 for Sys1. mRFP-Sed5 was expressed under the
control of the TDH3 promoter on the low-copy plasmid pRS316
(Sato et al., 2001; Matsuura-Tokita et al., 2006). Sec7-GFP, Sec7-
iRFP, and Sys1-iRFP were expressed similarly except that ADH1
promoter was used instead of the TDH3 promoter. Axl2-GFP and
Mid2-GFP was expressed under the control of a heat shock
promoter (SSA1) on the integration vector pRS304 (Kurokawa
et al., 2014).
Live-cell imaging by SCLIM
Yeast cells were grown in MCD medium (0.67% yeast nitrogen
base without amino acids [Difco Laboratories], 0.5% casamino
acids [Difco Laboratories], and 2% glucose) with appropriate
supplements. For live imaging, cells were grown to a mid-log
phase at 24°C. For pulse-chase imaging of Axl2-GFP and
with Z-stacks collected every 9.2 s. The ﬂuorescence intensities of mRFP-Sed5, Sec7-iRFP, or Axl2-GFP at time 0 in each of the ﬁve experiments were set to 1.
Mean values of all the experiments per each time point were subjected to statistical analysis. Bars represent standard errors of means. (C) The panels in the
ﬁrst and the third rows show enlarged merged images of cargo (green), cis-Golgi (red), and TGN (blue) markers at indicated times of cisternae #1 and #2 of A,
respectively. The graphs of the second and fourth rows show relative ﬂuorescence proﬁles of cargo (green), cis-Golgi (red), and TGN (blue) markers along the
white lines in the cisterna shown above. Note that most of cargo stayed in the cis-Golgi zone (arrowheads) and a small portion of cargo appeared in the TGN
zone occasionally and transiently (arrows). Scale bar, 250 nm.
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Mid2-GFP delivery, cells were chosen in which Axl2-GFP
was properly delivered to the bud sites and Mid2-GFP was
transported to the plasma membrane, because overexpression of
Axl2 and Mid2 sometimes affects cell growth and accordingly its
normal transport. A thermo-controlled stage (Tokai Hit) was
used to observe ret1-1 cells at the restrictive temperature. Cells
were immobilized on glass slides using concanavalin A and im-
aged by SCLIM. SCLIM was developed by combining Olympus
model IX-71 inverted ﬂuorescence microscope with a UPlanSApo
100× NA 1.4 oil objective lens (Olympus), a high-speed and high
signal-to-noise ratio spinning-disk confocal scanner (Yokogawa
Electric), a custom-made spectroscopic unit, image intensiﬁers
(Hamamatsu Photonics) equipped with a custom-made cooling
system, magniﬁcation lens system for giving 266.7× ﬁnal mag-
niﬁcation, and three EM-CCD cameras (Hamamatsu Photonics)
for green, red, and infrared observation (Kurokawa et al., 2013).
Image acquisition was executed by custom-made software
(Yokogawa Electric).
For 3D and 4D live imaging, we collected optical sections
spaced 100 or 200 nm apart in stacks by oscillating the objective
lens vertically with a custom-made piezo actuator. Z stack im-
ages were converted to 3D voxel data and processed by decon-
volution with Volocity (Perkin Elmer) using the theoretical
point-spread function for spinning-disk confocal microscopy.
MetaMorph software (Molecular Devices) was used for pre-
senting time-lapse images, ﬂuorescence signal change analysis,
and line-scan analysis.
Live CLEM analysis
Live CLEM analysis was performed based on the live CLEM
method for yeast cells described previously (Asakawa et al.,
2010, 2014). We ﬁrst conducted 4D live imaging of cells ex-
pressing Golgi markers by using SCLIM as described above ex-
cept that optical sections were taken at 100 or 80 nm apart for
this purpose. In the course of 4D imaging by SCLIM, the cells
were ﬁxed with glutaraldehyde by replacing the culture medium
with 2% glutaraldehyde solution dissolved in phosphate buffer.
After another few takes of 4D imaging by SCLIM, the cells were
replenished with fresh 2% glutaraldehyde solution and incu-
bated for 2 h at room temperature. After conﬁrmation that Golgi
markers no longer moved, bright-ﬁeld and vacuolar intrinsic
ﬂuorescence 3D images of the ﬁxed cells were taken as reference
to be correlated to TEM images in the later analysis. The cells
were then postﬁxed with 1.2% KMnO4 overnight, dehydrated,
and embedded in epoxy resin. Thin sections (80 nm) of speci-
men were cut from the resin block using an ultramicrotome
(Leica Biosystems) with a diamond knife. Serial sections were
collected onto Formvar-coated copper slit grids, stained with
uranyl acetate and lead citrate, and then analyzed by transmis-
sion electron microscope (JEM-1400; JEOL). For correlation,
images obtained by SCLIM and TEMwere compared andmerged
by adjusting cell shape and vacuolar shape using Microsoft
PowerPoint. The cell sizes observed by TEM were 70–80% (de-
pendent on individual cells and methods) compared with that
observed by SCLIM. Therefore, 80-nm thickness of specimen for
TEM analysis corresponded to about ∼100 nm in live cells,
which is about same as the z-axis steps of 4D SCLIM observation
(optical sections spaced 100 nm apart for the cell expressing
Mnn9-mCherry and Sys1-2xGFP and 80 nm apart for the cell
expressing mRFP-Sed5 and Sec7-GFP). Membrane images of the
Golgi cisternae were traced, and 3D tomographic images were
reconstructed by using Imaging Pro Premier 3D Software (Me-
dia Cybernetics).
Online supplemental material
Fig. S1 shows the vacuolar membrane structure observed by
SCLIM and TEM. Fig. S2 shows that secretory cargo is trans-
ported from cis- to trans-Golgi while being maintained within a
maturing cisterna. Fig. S3 shows that cargo moves from cis- to
trans-Golgi zones within a cisterna during maturation. Fig. S4
shows that cargo is transported from cis-Golgi to the TGN while
being maintained in a maturing cisterna. Fig. S5 shows that
cargo moves from cis-Golgi to the TGN within a cisterna during
maturation. Video 1 is a three-color 4D observation of a WT cell
expressing Mnn9-mCherry (cis-Golgi, red), Sys1-2xGFP (trans-
Golgi, green), and Sec7-iRFP (TGN, blue). Video 2 is a multi-
angle 3D reconstructed movie of a maturing cisterna (from
cis- to trans-Golgi) and a cis-Golgi cisterna by SCLIM and TEM.
Video 3 is a multi-angle 3D reconstructed movie of a maturing
cisterna (from cis-Golgi to the TGN) by SCLIM and TEM. Video 4
is a three-color 4Dmovie of aMnn9-mCherry–positive cis-cisterna
(red) with cargo Axl2-GFP (green) that matures into trans-Golgi
cisterna labeled with Sys1-iRFP (blue). Video 5 is another exam-
ple of a three-color 4D movie of a Mnn9-mCherry–positive cis-
cisterna (red) with cargo Axl2-GFP (green) that matures into
trans-Golgi cisterna labeled with Sys1-iRFP (blue). Video 6 is a
three-color 4Dmovie of cis-Golgi cisterna labeledwith Sed5-mRFP
(red) with cargo Axl2-GFP (green) maturing to the TGN labeled
with Sec7-iRFP (blue).
Acknowledgments
We thank all the members of the Nakano laboratory, especially
Takuro Tojima and Tomohiro Uemura (now at Ochanomizu
University), for valuable discussions. We are also grateful to
Benjamin Glick of the University of Chicago for exchange of
information prior to publication.
This work was supported by Grants-in-Aid for Scientiﬁc
Research from the Ministry of Education, Culture, Sports, Sci-
ence and Technology of Japan (JP25221103, JP17H06420, and
JP18H05275 to A. Nakano, JP17K07377 to Y. Suda, JP25116006 to
H. Asakawa and T. Haraguchi, JP18H05528 to T. Haraguchi, and
JP25221103, JP17H06420, and JP18H05275 to K. Kurokawa) and
by the 4D Measurements for Multilayered Cellular Dynamics
Project of RIKEN to A. Nakano.
The authors declare no competing ﬁnancial interests.
Author contributions: K. Kurokawa designed and supervised
the project, performed all the experiments, analyzed all the data,
wrote the initial draft and produced the initial ﬁgures, edited the
ﬁnal text, and prepared the ﬁnal ﬁgures. H. Osakada, T. Kojidani,
and H. Asakawa performed CLEM experiments. M. Waga con-
structed yeast strains and plasmids. Y. Suda supported data
analysis and edited the ﬁnal text. T. Haraguchi helped to design
CLEM experiments and edited the text. A. Nakano supervised
Kurokawa et al. Journal of Cell Biology 1616
Secretory cargo transport within the Golgi https://doi.org/10.1083/jcb.201807194
the project and edited the ﬁnal text. All authors reviewed the
manuscript.
Submitted: 25 July 2018
Revised: 31 December 2018
Accepted: 4 February 2019
References
Achstetter, T., A. Franzusoff, C. Field, and R. Schekman. 1988. SEC7 encodes
an unusual, high molecular weight protein required for membrane
trafﬁc from the yeast Golgi apparatus. J. Biol. Chem. 263:11711–11717.
Asakawa, H., T. Kojidani, C. Mori, H. Osakada, M. Sato, D.Q. Ding, Y. Hiraoka,
and T. Haraguchi. 2010. Virtual breakdown of the nuclear envelope in
ﬁssion yeast meiosis. Curr. Biol. 20:1919–1925. https://doi.org/10.1016/j
.cub.2010.09.070
Asakawa, H., Y. Hiraoka, and T. Haraguchi. 2014. A method of correlative
light and electron microscopy for yeast cells. Micron. 61:53–61. https://
doi.org/10.1016/j.micron.2014.02.007
Behnia, R., B. Panic, J.R. Whyte, and S. Munro. 2004. Targeting of the Arf-like
GTPase Arl3p to the Golgi requires N-terminal acetylation and the
membrane protein Sys1p. Nat. Cell Biol. 6:405–413. https://doi.org/10
.1038/ncb1120
Beznoussenko, G.V., S. Parashuraman, R. Rizzo, R. Polishchuk, O. Martella, D.
Di Giandomenico, A. Fusella, A. Spaar, M. Sallese, M.G. Capestrano,
et al. 2014. Transport of soluble proteins through the Golgi occurs by
diffusion via continuities across cisternae. eLife. 3:e02009. https://doi
.org/10.7554/eLife.02009
Beznoussenko, G.V., A. Ragnini-Wilson, C. Wilson, and A.A. Mironov. 2016.
Three-dimensional and immune electron microscopic analysis of the
secretory pathway in Saccharomyces cerevisiae. Histochem. Cell Biol.
146:515–527. https://doi.org/10.1007/s00418-016-1483-y
Bonfanti, L., A.A. Mironov Jr., J.A. Mart´ınez-Mena´rguez, O. Martella, A. Fu-
sella, M. Baldassarre, R. Buccione, H.J. Geuze, A.A. Mironov, and A.
Luini. 1998. Procollagen traverses the Golgi stack without leaving the
lumen of cisternae: evidence for cisternal maturation. Cell. 95:
993–1003. https://doi.org/10.1016/S0092-8674(00)81723-7
Campbell, R.E., O. Tour, A.E. Palmer, P.A. Steinbach, G.S. Baird, D.A. Zacharias,
and R.Y. Tsien. 2002. A monomeric red ﬂuorescent protein. Proc. Natl.
Acad. Sci. USA. 99:7877–7882. https://doi.org/10.1073/pnas.082243699
Daboussi, L., G. Costaguta, and G.S. Payne. 2012. Phosphoinositide-mediated
clathrin adaptor progression at the trans-Golgi network. Nat. Cell Biol.
14:239–248. https://doi.org/10.1038/ncb2427
Day, K.J., J.C. Casler, and B.S. Glick. 2018. Budding yeast has a minimal en-
domembrane system. Dev. Cell. 44:56–72.e54.
Dunlop, M.H., A.M. Ernst, L.K. Schroeder, D.K. Toomre, G. Lavieu, and J.E.
Rothman. 2017. Land-locked mammalian Golgi reveals cargo transport
between stable cisternae. Nat. Commun. 8:432. https://doi.org/10.1038/
s41467-017-00570-z
Emr, S., B.S. Glick, A.D. Linstedt, J. Lippincott-Schwartz, A. Luini, V. Mal-
hotra, B.J. Marsh, A. Nakano, S.R. Pfeffer, C. Rabouille, et al. 2009.
Journeys through the Golgi--taking stock in a new era. J. Cell Biol. 187:
449–453. https://doi.org/10.1083/jcb.200909011
Filonov, G.S., K.D. Piatkevich, L.M. Ting, J. Zhang, K. Kim, and V.V. Ver-
khusha. 2011. Bright and stable near-infrared ﬂuorescent protein for
in vivo imaging. Nat. Biotechnol. 29:757–761. https://doi.org/10.1038/nbt
.1918
Glick, B.S., and A. Luini. 2011. Models for Golgi trafﬁc: a critical assessment.
Cold Spring Harb. Perspect. Biol. 3:a005215. https://doi.org/10.1101/
cshperspect.a005215
Glick, B.S., and A. Nakano. 2009. Membrane trafﬁc within the Golgi appa-
ratus. Annu. Rev. Cell Dev. Biol. 25:113–132. https://doi.org/10.1146/
annurev.cellbio.24.110707.175421
Grifﬁths, G., and K. Simons. 1986. The trans Golgi network: sorting at the exit
site of the Golgi complex. Science. 234:438–443. https://doi.org/10.1126/
science.2945253
Huh, W.K., J.V. Falvo, L.C. Gerke, A.S. Carroll, R.W. Howson, J.S. Weissman,
and E.K. O’Shea. 2003. Global analysis of protein localization in budding
yeast. Nature. 425:686–691. https://doi.org/10.1038/nature02026
Ishii, M., Y. Suda, K. Kurokawa, and A. Nakano. 2016. COPI is essential for
Golgi cisternal maturation and dynamics. J. Cell Sci. 129:3251–3261.
https://doi.org/10.1242/jcs.193367
Jungmann, J., and S. Munro. 1998. Multi-protein complexes in the cis Golgi of
Saccharomyces cerevisiae with alpha-1,6-mannosyltransferase activity.
EMBO J. 17:423–434. https://doi.org/10.1093/emboj/17.2.423
Kurokawa, K., M. Ishii, Y. Suda, A. Ichihara, and A. Nakano. 2013. Live cell
visualization of Golgi membrane dynamics by super-resolution confocal
live imaging microscopy.Methods Cell Biol. 118:235–242. https://doi.org/
10.1016/B978-0-12-417164-0.00014-8
Kurokawa, K., M. Okamoto, and A. Nakano. 2014. Contact of cis-Golgi with ER
exit sites executes cargo capture and delivery from the ER. Nat. Com-
mun. 5:3653. https://doi.org/10.1038/ncomms4653
Lanoix, J., J. Ouwendijk, A. Stark, E. Szafer, D. Cassel, K. Dejgaard, M. Weiss,
and T. Nilsson. 2001. Sorting of Golgi resident proteins into different
subpopulations of COPI vesicles: a role for ArfGAP1. J. Cell Biol. 155:
1199–1212. https://doi.org/10.1083/jcb.200108017
Lavieu, G., H. Zheng, and J.E. Rothman. 2013. Stapled Golgi cisternae remain
in place as cargo passes through the stack. eLife. 2:e00558. https://doi
.org/10.7554/eLife.00558
Lord, C., S. Ferro-Novick, and E.A. Miller. 2013. The highly conserved COPII
coat complex sorts cargo from the endoplasmic reticulum and targets it
to the golgi. Cold Spring Harb. Perspect. Biol. 5:a013367. https://doi.org/10
.1101/cshperspect.a013367
Losev, E., C.A. Reinke, J. Jellen, D.E. Strongin, B.J. Bevis, and B.S. Glick. 2006.
Golgi maturation visualized in living yeast. Nature. 441:1002–1006.
https://doi.org/10.1038/nature04717
Martinez-Mena´rguez, J.A., R. Prekeris, V.M. Oorschot, R. Scheller, J.W. Slot,
H.J. Geuze, and J. Klumperman. 2001. Peri-Golgi vesicles contain ret-
rograde but not anterograde proteins consistent with the cisternal
progression model of intra-Golgi transport. J. Cell Biol. 155:1213–1224.
https://doi.org/10.1083/jcb.200108029
Matsuura-Tokita, K., M. Takeuchi, A. Ichihara, K. Mikuriya, and A. Nakano.
2006. Live imaging of yeast Golgi cisternal maturation. Nature. 441:
1007–1010. https://doi.org/10.1038/nature04737
Mellman, I., and G. Warren. 2000. The road taken: past and future founda-
tions of membrane trafﬁc. Cell. 100:99–112. https://doi.org/10.1016/
S0092-8674(00)81687-6
Mironov, A.A., G.V. Beznoussenko, P. Nicoziani, O. Martella, A. Trucco, H.S.
Kweon, D. Di Giandomenico, R.S. Polishchuk, A. Fusella, P. Lupetti, et al.
2001. Small cargo proteins and large aggregates can traverse the Golgi
by a common mechanism without leaving the lumen of cisternae. J. Cell
Biol. 155:1225–1238. https://doi.org/10.1083/jcb.200108073
Nakajima, H., A. Hirata, Y. Ogawa, T. Yonehara, K. Yoda, and M. Yamasaki.
1991. A cytoskeleton-related gene, uso1, is required for intracellular
protein transport in Saccharomyces cerevisiae. J. Cell Biol. 113:245–260.
https://doi.org/10.1083/jcb.113.2.245
Nakano, A., and A. Luini. 2010. Passage through the Golgi. Curr. Opin. Cell Biol.
22:471–478. https://doi.org/10.1016/j.ceb.2010.05.003
Ono, T., T. Suzuki, Y. Anraku, and H. Iida. 1994. The MID2 gene encodes a
putative integral membrane protein with a Ca(2+)-binding domain and
shows mating pheromone-stimulated expression in Saccharomyces
cerevisiae. Gene. 151:203–208. https://doi.org/10.1016/0378-1119(94)
90657-2
Patterson, G.H., K. Hirschberg, R.S. Polishchuk, D. Gerlich, R.D. Phair, and J.
Lippincott-Schwartz. 2008. Transport through the Golgi apparatus by
rapid partitioning within a two-phase membrane system. Cell. 133:
1055–1067. https://doi.org/10.1016/j.cell.2008.04.044
Pfeffer, S.R. 2010. How the Golgi works: a cisternal progenitor model. Proc.
Natl. Acad. Sci. USA. 107:19614–19618. https://doi.org/10.1073/pnas
.1011016107
Rambourg, A., C.L. Jackson, and Y. Clermont. 2001. Three dimensional
conﬁguration of the secretory pathway and segregation of secretion
granules in the yeast Saccharomyces cerevisiae. J. Cell Sci. 114:
2231–2239.
Rivera-Molina, F.E., and P.J. Novick. 2009. A Rab GAP cascade deﬁnes
the boundary between two Rab GTPases on the secretory pathway.
Proc. Natl. Acad. Sci. USA. 106:14408–14413. https://doi.org/10.1073/
pnas.0906536106
Rizzo, R., S. Parashuraman, P. Mirabelli, C. Puri, J. Lucocq, and A. Luini. 2013.
The dynamics of engineered resident proteins in the mammalian Golgi
complex relies on cisternal maturation. J. Cell Biol. 201:1027–1036.
https://doi.org/10.1083/jcb.201211147
Roemer, T., K. Madden, J. Chang, and M. Snyder. 1996. Selection of axial
growth sites in yeast requires Axl2p, a novel plasma membrane gly-
coprotein. Genes Dev. 10:777–793. https://doi.org/10.1101/gad.10.7.777
Sato, K., M. Sato, and A. Nakano. 2001. Rer1p, a retrieval receptor for en-
doplasmic reticulum membrane proteins, is dynamically localized to
Kurokawa et al. Journal of Cell Biology 1617
Secretory cargo transport within the Golgi https://doi.org/10.1083/jcb.201807194
the Golgi apparatus by coatomer. J. Cell Biol. 152:935–944. https://doi
.org/10.1083/jcb.152.5.935
Shu, X., N.C. Shaner, C.A. Yarbrough, R.Y. Tsien, and S.J. Remington. 2006.
Novel chromophores and buried charges control color in mFruits. Bio-
chemistry. 45:9639–9647. https://doi.org/10.1021/bi060773l
Suda, Y., K. Kurokawa, R. Hirata, and A. Nakano. 2013. Rab GAP cascade
regulates dynamics of Ypt6 in the Golgi trafﬁc. Proc. Natl. Acad. Sci. USA.
110:18976–18981. https://doi.org/10.1073/pnas.1308627110
Suzuki, K., M. Akioka, C. Kondo-Kakuta, H. Yamamoto, and Y. Ohsumi. 2013.
Fine mapping of autophagy-related proteins during autophagosome
formation in Saccharomyces cerevisiae. J. Cell Sci. 126:2534–2544.
https://doi.org/10.1242/jcs.122960
Trucco, A., R.S. Polishchuk, O. Martella, A. Di Pentima, A. Fusella, D. Di
Giandomenico, E. San Pietro, G.V. Beznoussenko, E.V. Polishchuk, M.
Baldassarre, et al. 2004. Secretory trafﬁc triggers the formation of tu-
bular continuities across Golgi sub-compartments. Nat. Cell Biol. 6:
1071–1081. https://doi.org/10.1038/ncb1180
Wooding, S., and H.R. Pelham. 1998. The dynamics of golgi protein trafﬁc
visualized in living yeast cells. Mol. Biol. Cell. 9:2667–2680. https://doi
.org/10.1091/mbc.9.9.2667
Kurokawa et al. Journal of Cell Biology 1618
Secretory cargo transport within the Golgi https://doi.org/10.1083/jcb.201807194
